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8 translation defect, however the field lacks an assay to directly monitor mitochondrial 276 translation in T. gondii. We therefore monitored the assembly and activity of the 277 respiratory chain complex IV, which is directly dependent on the mitochondrial 278 translation of CoxI and III, and compared it to the assembly and activity of complex V, 279 which is not dependent on mitochondrial translation of its subunits. Using an enriched 280 mitochondrial fraction, obtained from parasites lysed through nitrogen cavitations, we 281 performed high resolution clear-native PAGE followed by an in-gel complex IV and V 282 enzymatic assays, at different time points after TgmS35 depletion ( Figure 5A, B) . We 283 found a decrease of complex IV activity at 48 hours and loss of the activity at 96 hours 284 after TgmS35 depletion. In contrast, the activity of complex V is unchanged at 48 hours 285 and is only decreased at the 96-hour time point indicating an indirect defect ( Figure 5A, 286 B). The band observed for complex IV enzymatic activity migrates at a size consistent 287 with a previous report (Seidi et al., 2018) . To further confirm its identity as complex IV we 288 performed mass spectrometry analysis of this band which confirmed the complex identity 289 (Table S3 ).
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In contrast to complex IV, western blot analysis of a native gel from the 96-hour time 292 point showed that the protein import complex, translocon of the outer membrane (TOM),
293
migrates at the same size as the untreated line ( Figure 5C ). This data suggests that 294 TOM complex, whose components are not encoded in the mitochondrial genome, 295 continues to assemble. To provide further support for TOM complex assembly, we 
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We calculated the ratio of signal intensities between the cytosolic un-cleaved protein and 303 the mitochondrial cleaved protein in each condition. We did not observe any significant 
338
However, the resulting dataset covers mainly matrix proteins. Moreover, the number of 339 421 proposed mitochondrial proteins identified is predicted to be markedly smaller than 340 the total number of mitochondrial proteins estimated through comparison to other 341 species (Salvato et al., 2014; Smith and Robinson, 2018; Panigrahi et al., 2009 ). Here 342 we demonstrated the power of mRNA expression pattern in T. gondii to identify novel 343 mitochondrial components, and thus to expand the repertoire of known mitochondrial 344 proteins. Moreover, a limitation of strategies aimed to create inventories, is that the 345 resulting datasets do not provide functional insights. We provide evidence that the 346 expression-based prediction provides functional insights, as our chosen group of baits 347 enriched for proteins involved in mitochondrial housekeeping. In this, our finding joins 348 previous work in showing that mRNA expression patterns in T. gondii are powerful 349 predictive tool for genes in shared functional groups. Behnke et al, who generated the 350 mRNA expression data used for this study, showed that genes known to be involved in Table S1 .3). (C) Scatter plot depicting the distribution of the probability of export to the mitochondria of the 279 candidates, assessed using MitoProt II. Candidates with MitoProt score above 0.9 have a high probability of mitochondrial targeting, between 0.5-0.9 a medium probability, and below 0.5 have a low probability. (D) Scatter plot depicting the distribution of the mean fitness phenotype scores from the whole genome CRISPR screen of the 279 candidates (genes were first converted from TGME49 to their orthologous and syntenic TGGT1 gene models, giving 289 candidates). Genes with a score below -4 are considered "critical", between -2 and -4 as "important", and above -2 as "dispensable". Full datasets for each list are described in Tables S1.2. 
